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[^] 

1*1X1] 



pimss] 

[£A^^£] 



fflfl: 2003/6/25 

110-813 

AIS«AI gS? &Q\m 45^X1 s?etecHOH»S 104-702 
KR 

SHIN.Hae Sook 

640609-2695913 

712-908 

3tfAI S^S SAIEI SSOHUM j\% 701 

KR 

JUNG, Sung Yun 

671220-1347948 

156-781 

AHMSAI §5*:? &£5S e CHOH^e 102S 704 S 
KR 

mm® XH42S2) ^§011 sum *s, mm® xii60£°i f?s 

Oil 2|© SS&AI- S 8?9L|0. CHS.1 ej 

(2J) Q)£iei 

(oi) C«E.|oi 
9i£§ (ei) 

20 a 29,000 a 

24 9 24,000 S 

0 21 0 S! 

10 » 429,000 S 

482,000 S 

144,600 a 

1. 2^ l A1- SA||AH(£9)_1S 
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# « a v^ Aifl-^ SjVi 1 A|X*fl * ^(Phospholipase 
A 2 )«J rPLA 2 , tfl« olf^l « ^ 

* rPLA 2 fe « ^*3. 6>^m t >* SDS-PAGE*fl 4 
*fl 42KDaoH, *l7l<8* *MM*I PH 3.9~4.1°H, P H 
9.5-KHH 2\5L2\ M-^HH, **1 **5L(specific activity)^ 5.6 nmol/min/ 

* ^ rPLA 2 €■ **4 rPLA 2 ^l ^ * 

51 rPLA 2 *W1°J EA4(7-chloro-6-[4-(diethylamine)phenyl]-5,8-quinoline dione)^ 

rPLA 2 4 o>el-7l^V ^ ^-g; ^«fl^. 

4^, £ 4*4 rPLA 2 ^ ifl* « * *^ 7 > *M*Kr 

S rPLA 2 4- *M ^ $ ^1 * 

£ 2 
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42.^ S.^^A°M °fl°l ¥ 3^, nofl « *^], <>l*a| -§-£ 
^ {Novel phosphol ipase A2 in the cytosol of red blood cell and the 

antibody against it, and the use and the preparation methods thereof} 

£ 1* ^ ^H^H A23187<^] 51 *> 6}Q?)&*k ^§tr 

34* £<>14. 

£2fei 31^4 sfl*] *]2f-& 4°J=tr ^^jI h ^4* hI^H *4 

Ef^a h°14. 

£ 3£ H.2r. ff JL^^^^l M4*l 7^ £ 31^4 -8-**H « 

SDS-PAGE* ^4* 44 H°14. 

£ 4£r * 1^4 rPLA 2 # 4^4 PLA 2 °fl cfltr «4 #-§-44 3 3 3 3* 
34* 44^fi 

£ 5fe £ t^S] rPLA 2 4 ii^ 4^ -1- 44^H £o]4. 

3#Hi* 4 -§-#<*}4 PLA 2 *H3* #W 34# 44*d Holu}. 

H 7^ 4 < #tr ^fr4 Afl£«Sf 2:4 ofl^ £ rPLA 2 » ^#«tj3L, EPO ^eHl 

4ti" 1^4 r PLA 2 4 ^Sfl- 34* 44\H £°14. 

£ 8£ MFL 45L4 3 It 1 £4 <£>£* 44M1 £o]cf. 
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1020020036249 

* 9* MFL *** W «*1 * ^ **** ^ ^ 

£ 10* £ PLA 2 *i*fi ^* 

£ 11* * «^ EA4# *1**H ^ WW A2318?011 ^ ***** * 

till- ^41- 

. * W 4*** **** *^*>W 01101 ^ 

(phospholipase A 2 , °W rLW* 

„ «• o^oUicophore), *^(coUagen), S#« (thrombin), * 

„ ^ a* «« U,SH 3SW 

„. ADP^l ««* ™ *«* W * ^ ** 

14 > W * ou^o, A23187^ ^1^1 44 *R* ^ 

PLA 2 °fl 4*<H AA(arachidonic acid)-sr -rr^H-. ^ - 

, , ■ -^a Msa^iffl aH#S*a1>«v*o}4 (cyclooxygenaseH 
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-frU^ Hf-4^( thromboxane) sj 4*1 lipoxygenase) 

ofl o]*fl ^-tfls]^ ^-.22=2] $1(1 eukotriene)-g- ^cf. 

<15> 0fl0l=iA^0li=S.^ £o) CfOj:^ ^5} *)..g.oJ pflAj*] ^^^H, 



#^*H, ^ « A J^)i^ ^tH* ^-S) 2:^4 

<19> o]s. o)]o] S A].^ol = ^ x§*)j ti>j=Aj S ^ ols.o^ 40J ^ 

-s-^^-i- ^ 1^ ^ ^eflsru, 1^ ^-a- -n- 

W <=T 5*71 ufl^-ofl, ^ ^sf, i^AjJ, ^Aj^ > Aj e ^^, #A^o) ^aJ-, ig<* 

^T^oll ^-^^ oj-o)] o)ol ^o.^ tiJLS]ji ^o^, o]s. a^ofl 
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PLA 2 S1 ^2^1 tfltr ^SHb °l*flSr f-Tfl ^-71 Jl4i^ %>S-§- x)«H%|- ^ 

<2i> PLA 2 fe 3711 ^*fl*rfe cPLA 2 (cytosolic phosphol ipase A 2 )^r HS. &\*?- 

3. sPLA 2 ( secretory phospho 1 i pase A 2 )S. ^-SrSH , tr 0 <Hr ^ **Sr 

<22> PLA 2 °1] t(|*Hfe ^ , 2flB(rat)2f ej- 

°1H PLA 2 *^<>1 €^fl*r^ 23.2.3. q-Ef 2.^ (Paysant M. et al., Bull. Soc. Chim. 
Biol. 52:1257-1269, 1970), ^o\)a\ ^^^o.^ o}^]-^ 

-§■ M-EHfe 18.5KDa^ tit £e|tr ^n 1 14(Kramer R. M. et al . , Biochim. 
Biophys. Acta, 507:381-394, 1978)*J:o] JsUtS}^ 

<23> ^l^oj AJS^^ PL A 2 al ^.f, ^-6)1 ^ ^ o)-£o)] BlSj^3|°] 

PLA27> i^^ 0 }]^* 0 } 1 ?!^- 5.^4^1 #^13 7>^^-«fltr4^ t^tr 

5}(Adachi, I., Toyoshima, S. & Osawa, T. , Arch. Biochem. Biophys. 226, 118-124, 

1983) °]£Htt H ^ ^3j-7> nfl^ #7] J^o] :f^-g- So^O.^. a)*^ 

=r SU^r M4| rH*l ^ SLfr *J^M4. 
[^o] o]^ZL7> ^ 7] 

<24> ^- 7 i ^*>7l i*h§o*Hfe ^Ifl-tr 3 In 1 ^i^^ PLA 2 , ^1 cfl 
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^1020020036249 



<25> 



<26> 



sfl **« »*VlM 42KDa<>M, 4444 PH 3.9-4.1-H. pH 

. * rPLA 2 fe W» ***M ^ * 

3CButyl-Toyopearl hydrophobic column), 1* *^ 
(Phenyi-SPW hydrophobic HPLC coIumO, DEAE-5PW atf<M ««(diethfl-inoettol-« 
HPLC column), 4*>Va* S-300 * S3CSephacry> S-300 gel filtration 

c.1-0. 2,V *M ««. MSi* 12 * ^ ***** 

„„„ , x ni x? v ^ tia3^ow^1 ^(Mono Q FPLC 
(Superose 12 gel filtration FPLC column) * SLh, a. o o -i"H 

column)^ ^t(|S <>1**M *<W<^I <2fe4. 
s> * «**| rPLA2 - «*|**| sn-2*m » ^(Ca^-dependent) 

£ «^ rPLA2 fe *J*|* * **1 2-AA-GPC(l-Stearoyl-2-arachidonyl-5^ 
-glycerol-3-phosphocholine)-a 7|*l3*1 'X o n, 

71 ^ ^ 13.9mM°luL, »W ^ 7.4 nmole/min/mgol^. Si M 

ofl flo^. £ rPLA 2 ^ *°1 ^(specific activity)^ 5.6 nmol/min/mgO a , 
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^-o] %^S.7> 3,800-8,630 nmol/min/mg^l cPLA 2 ^ 40-1,500 mmol/min/mg ^ 

sPLA 2 °fl *l*fl 31HMr 1°^ ^*Kr IS. * 99%<^1 W 

fe^.til^-i- £ r PLA 2 fe ^itr ^ f'^t 3 

cflA> ^-g-oflAi f^Sr <3^-8: ^ 5^. 

<so> r PLA 2 fe 7l^sl cPLA 2 s+ DTT(dithiothreitol ) , 

sPLA 2 ^l^a^(mepacrine)^ ^ *HM M", 

cPLA 2 ^«fl^^l AAC0CF3(arachidonylfluoromethyl ketone) <*fl ^-Htt ^ *^o] t^s] 
Zn 2+ , Fe 2+ , Cu 2+ , Sr 2+ , Ba 2+ , Mn 2+ , ^ Mg 2+ f- 27> ^(divalent cationH 

<3i> ^ r PLA 2 fe ^ll^ •?I~i L M}^7\ ^-^}7\} ^H^Vfe- MFLCmurine fetal 

liver) **l fe* ^-fr* iWfl*l<&. rPLA 2 ^ MFL ^3 

*Vf-£] uh^|-g- ^sM?!^ ^^^p- 21. tl*}^ EP0( erythropoietin)^ £|*fl ttS.£1*I 
MFL ^li^l^ r PLA 2 ^ i^HHl 4^ MFL ^S.4\ 3 

«.s|. 7 v -frjES^l nflS-ofl, a. rPLA 2 xr EPO^Hr #*fl 3!^ ^ 

< 32 > o]*]^ ^ r PLA 2 ^ 71^51 C PLA 2 ^ til^*V 7}% ^ pH 

€^ cPLA 2 5+ tilssH ^"g-^r ^ *r°l^-§- ^l^ 1 ^. 
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<3s> mm *** sft«w. * rf^fc « a**"*** 

«4« ^4, cPLA 2 ^ W*l °<^ V * v +^^- 

«<W Ml Sa*H. «■ rPLfafe dW* sPLA 2 *fl 4« «44 

tfl*V ^ofl o^, # *M rPLA 2 ^ cPLA 2 M- sPLA 2 *Hr . °1 
^ *W15L £3*1 «4**(«ethyl mercury), «9 (mercuric chloride) * 
TPl(2-(3 ( 5-Di-^r f -butyl-4-hydroxyphenyl)-3-chloro-l,4-naphthalene dioneH ^ 

£ tf*4Hfc £E*V r PLA 2 *f 3L**SUL <&**rfe rPLA 2 

«. t44 rPLA 2 * rPLA^ ^>1*^ *** * • ^ * 

^ A^SM 42KDa cPLA 2 M" sPLA^fe <&**M » 

£ ^cq r pLA 2 rPLA 2 # ^ ^(adjuvant)* «*H - 

, } *V *** ^ 

?3.*3 rPLA 2 2l M -§-#<*H *fl*fl. 0.25m* * 25 W * 

^v 7l -M* ^ JiiMCadjuvant)* tW, "H"^ ^ S 

3^ 4* *. *W rPLMl 



<36> 



<37> 



<38> 
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<39> .a ^-tgoji^^. r pLA 2 EA4(7-chloro-6-[4-(diethylamine) 

phenyl ]-5,8-quinolinedione)l- ^l^tj.. £ EA4fe rPLA 2 ^ ^ 

S£fe fife -H-5L*fl3., ^}7l 19] ^# 7}^cf. 

<40> 1] 




<4i> i£tgo] EA4fe, 8-^^^^^(quinolinedione)3f ^-H^ o^eIHb JE.ic3-H;B 

3HB(cupric actetate monohydrate)* ^^(N, N-diethylani 1 ine)4 #-§- A l^ 
AS.*] ^-4 ^l^O-Sfe- 5, 8-^^-8:4 ff-xc^ o^lEflolH £t*}o]£ 

eflo]H7> z]-z]- 6.28mmol^ ^-^$Ife o>^;eA> -g-^ 80>M°fl , ^ ofl ^ o> ^ o] 

6.28mmol^ ^}$X^ a^lB^ -g-^ 20mM: ^7^H A o v £°lH 2A]?i 5R#} 

Al?U, ^oj- #*]^ ^ c^3f§H ^^-i: £fe^. 

<42> ^- EA4fe 130 U M5] T^sfl^CJy)!- 7WJL ^33-2-5. rPLA 2 ^ z\ 

« ^ 3^oflA4 ^ ^^^(Ca 2+ -dependent)<y o}ef7l^ 

(arachidonic acid)^ 7^|)^. 

<43> 2E*V £ EA4fe ^ *V PLA^* 7^1" ^ 7 }^o} PL a 2 ^ 

^Ml^Hr ^e], cPLA 2 ^ «^ 7^^- ^ ojcf. 
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<44> 



<45> 



<47> 



n*=H, * rPLA 2 =+ cfltV 9! *1«M EA4fe *1*(ltlfil), 

&mm, «fit ** «i*«m ^ * rPU2 * * 

a ^ * «44 rPLA 2 sl *«. 71* .« 71* *°1 ^"^-lTHl *W. rPLA 2 »ll 

4« t|*> «M '4* **** «*4 a * * fl 

*|, rPLA 2 7> &°!SRr «>S* °""» V * * ^ 

, ' s # £ ^s) r PLA 2 °<l t«« Wit rPLA 2 oll St« 3*? *3 

« M ***>*i a V *« * a^, ** **** **** rPLAz * 

«. «*4 *U*» « * tiLa **** ***** 

* 44 *U* « W ^ ** 

* 44 at 444* « ***** * w * 71 * a ** 
01^0,1 o^^o S fl^W 1*^ **** A> ** H * " 

^71 jta4*te M4. *«. *«• 

* ^ ^ & -fri **** Wi * 
7i 7 )4« *i 4* *4« i» 'I* *W 



<49> 
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<50> oflAj- ^-oflOS. *fl*)]5}-S]^ a^#ofl olc^Ai 'Hf^ #*1]3.^, ^ 

^5^1], % ^7^11- ^7}^ ^ $1cf. 3)4} *Q, 

A, T^*^ 1^1 ^ &#*H« ^-7\^SL3. ^7\*\<*< ^°J}, 3rn°A 

^ ^}-§- *fl^, ^ 2^ ^^flS. *fl««" ^ 5a^. 3 4 6 >7V *fl#£ 

0)0] ^^fV Remington's Pharmaceutical Science, Mack Publishing Company, 

Easton PA<H1 7flA]^^ oj^ oj-g.*H z}- ^^-ofl nfe^ ^£ofl 4^ 

<51> £ ^o, ^ gc- ^efl^ll- -a-JL ^£-°5L ^r*rfe ^afl ^Efl^ 

4 °-^l ^ WIS] >H##3 « 1 ^ 5*4. £ « 2L^r 

*W11" -frS. f-R-*r*r a^l-^r tijS^ «S-Ajol4. 

<52> ^- ^3 ^ -fts. ^-4r*Rr ^^fl, 

W, e-^xfl, ^xfl, ft 1 !, 3*1, «l^fl, ^ 

<53> £ av^o] ^ jci, ^Sfl*)l« ^-JL ^^S. t^rfe €^ 

^ ^ £3, 31 3# -SI ^ *W, -f-^ ^1^, ^ ^s. ^ 

S^l-o] «y 1 ^- > 7l^_V ) ¥A ] A>^E)^ til^-tt <?1*H 4^ 
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« ««4 ** ^ wi» ^ a * 

*44 *l« **■ °** * ***** * **' 

« *4 sife *«=«« « **** afe 

^, ^ *** »*. m a ««n **« AV ** >fe ** 

< 56 > o W *71 WW * <M* ^ ^ ^ ^ ^ 

<57> [^aH 1] * rPLA 2 ^ *fl2: ^ M 

<58> 1) 4^ ? LA 2 *^ 

< 59 > ^ *M WW W* 71 

^ Sem a **« **. 0=MU* * »* «=j7l(a S pirator) 

# .,*<M « *J«»°<1 *°>«- **** mm * 

n, *?« ««i *whw- «H -v*« **** ael - 

(Tris-Cl, PH 7.5), lmH EDTA, 0.12M Si*WI **** = * <W « 
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<61> 



=L 4^ oj* 45. ***** 10*1*1 ^ V *• °-» v/v) - 

^^ef -g-oflo.s. s%%X\H xfla^ 4B-200 ^(Sepharose 4B-200 column(20 >2.5cm) 

os. o^«H ^HM- **** ^171^4. <«3 4i^ 7 l 7 l 

(Bicton Dickinson «)* n *M **. *>* *<M 3* W 

4-5 x 109/mt. ^ 2 >40*/b*. Hi* 4*fe 3 >405/m«7fl^ <^ , i 3 

o ^ ^ 3 ~5 >409/m£, ^ 4*fc 3 *0*/»t, 4 XLOVm^o - 

^ ^ 43* *«f) 3^ 43EM tfl**^ 3^9* 

Img/mt BSA# MEM H*M 2m^ *. 

-Vol ^« BSA7> lmg/m^ *5L5L ^>5l3lfe MEM 2« ^*>$4. ^ 

«fl*HH 1*1* *tf MS. 1.5 mCi/m^ *}^1^K°1*> MM* 

*fl ^AlStt^. oH A>-g-£ [3 H ]AA^ ofl^M 1 mCi/m^ ^ A>-g-^>^^. 

>|i* MEM 1**13. 3* H*M *A*W tf'Vflfe [ 3 H]AA# *7U* *. lmg/mt BSA 
* MEM «fl*HH *. 37t«H 2uM ^ A231874 * 

-g-Al^tV. °H »flM* A23187^ ^7KKr «fl4L. 1b* * 0.1^ %A 

M}2.9± A23187* 0**1*1*1 0*. 10*. 30£, 60£, 90*°1 € AflSL* #1 

§H ^Aj^tV ^, W«JU! 200jt**l* 2.5M3 tfl^W^ 

(scintillation counting) W *W *■ * W *** 7l( PMkard 



<64> 
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tri-carb liquid f3- scintillation counter, Packard Instrument co.)-ft- °l-§-*r c ^ *# A r 

<65> ^711 « C VA^ o>a]-7l^.Al.ol ZL^VS 

<66> £ lei] u|-e}\+ «f5} £o] f a}^-4 ^o] ^^jp. o)£_±g_o]o] A23187 

A231874 ^-§-^^1^1 10^ o}^?!^.^ -g-Hl7 r ^sH, 60^-^1 *l^o_5. 

<67> Ctf^ Aj-B^. ^ ^ll^ollA^ ^ O}^ o^^o] p LA2 ^ol ^flf-^ <£ ^ 

<68> ^ 21^^011 ^fl^ PLA 2 7} ^ z\<$£{ PLA 2 fl-^i ^f*Hr*l ^-^1 

*>7) ^afl, 3 1^1 ^fl*Kr PLA 2 ^ 7]^ ^JLJEI- 

<69> ^o] 3^1- 10000 ^MsM ^J^i#-a- 44 ^f, 

4 cH«fl W HS.n]-£^iEflirl(thin layer chromatography)!- *r$«H PLA2 

* ^^4. °H 71^5. 2-[l- 14 C]AA-GPC (55.3 mCi/mmol), 2-[l- 14 C]LA-GPC 
(l-palmitoyl-2-[l- 14 C] 1 inoleoyl-s/7-glycerol-3-phosphochol ine, 55.9 mCi/mmol ) , 
2- [ 1- 14 C ] PA-GPC ( 1-pa 1 m i t oy 1 -2- [ 1- 14 C] pa 1 m i t oy 1 - sn-g 1 ycer o 1 -3-phosphocho 1 i ne , 55 . 6 
mCi/mmol) ^ 2-[l- 14 C]AA-GPE (l-acyl-2-[l- 14 C]arachidonyl-s/2 
-glycerol-3-phosphoethanol amine, 55.1 mCi/mmol)-i- 44 ^\%^\ < A X \. 
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ZL ^ 2-[l-"C]AA-GPCit 2-[l-i4 C ]LA-GPC^.^ 8 .5*fl, 

2-[l-l<C]PA-GPCJi4 25.2«fl, =L*\ZL 2-[l-^]AA-GPEa4 1.7*1 *£S 

<71> ^ 7 14 2-[l-l 4 C]AA-GPC^l tfl« 71* A ^S.fe Hi- IV cPLA 2 (group IV cPLA 2 

^ fl^HH-SL, £ tf*4H £el*K^r*Hr 4, 3*1^ PLA 2 ^ ^ IV cPLA 2 

<72> 2) -fc €• rPLA 2 £3 « M *«I 

* W A|a*SM * rPLA 2 # ^*>7l & W rfl 

o H ± PLA2^ ^ ^* IV cPLA 2 ^ ^IW ^*fl, 

tflM^S cPLA 2 7> M*fe ^ M A >**^ * 

*7l ^c, 1)4 3* ^ « W» *M 

A(50mM Hel-, pH 7.5, ImM EDTA, lOmM ^ *E<*^(2^rcaptoethaiiol)W *B*<M 
«tf. oH ««l A4|fe fl^B Wm£ M3(leupeptin), 5 

mg/ml oVHS-Bl^dCaprotinin), ImM DTT ^ ImM PMSF ( phenyl met hylsulfonyl fluoride)7V 
«^-S|5a^. £* oJ ! A*fl *fl» 71 (Sonic and Materials Inc.)S Hi 

^(ice bath)4H 40W M. 40% ^ A HlK duty cycled 20itf 
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<™> 3000 *. ««i ao** MMW «* 

* tfM* <W ioooo *. sa^ 2.RV «4JM«W. * 

S3* 0.5M •a-a* ^*MH(Anmonium sulfate) * 1,5.3. 41 C°11 
^ 5»?V 4 7H^5A<=r. SLA* SSKButyl-Toyopearl hydrophobic 

oo,™. 15.0c *.0->* 0.5M <W* <M»1S« A* *• 

w zn* aw* a«i 

ft* <4*X| «3# 4*1* *. ™» ° 1 ** H ** 2 °'"^ 

««<< fta 4 *#<M 4« »* £ 230,1 ^ 

-*7, *«, **** 0.5M SSL* *°J,°-3. *, 

o.5M «<z» «*l»ia« **«Hs AS sll ' d " 5P * i<M ** 

(Phenyl-5PW hydrophobio HPLC oolomn, 21.3- »5.tt 5n,^ Wl»<*. 

co,-* -a«i*o, *#sw a* w *3* *w *■ o- 5 - 0 0 M ' w * E :? • , ' ,7, ' 
°l^M*J m -Wis *«l 100^ ^4 ^ aJ,a * 

4 **^oj tflt, 34* £ 2b°fl M-sWSM. 

^A,?] DEAE-5PW J1S^«1 «3(diethylaminoethyl-5PW HPLC column, 7.5 . *.5an> 
D« *, 0.0-1.0 IBM ^»D7V «l«Aa »l*«Ha fl*<+a* *« MrfS. 
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011 -g-^Al^ol, aq- -g-#°-H cfl^V ^ «A} £ 2 c°fl 
4. 

<80> #7] 4^ #*fl lmtsi -g-# *-»-§- ojJl, zl ^ M-Efifl^ £^-§- 0.1M ^ 

4Bf -g-^S 3§^a]^1 ^14o)-a^ s-300 ^ €^(Sephacryl S-300 gel 
filtration column, 30mm ^Ocm)^ O.lntfS} f-^l^cf. ^fl^o] 

-§•#3*1 «ti?r*l £t lm^ ^JES. 2^1 *^ v € 

*A]^t}-. 

<81> # 7 j sj.^ o. ^gfl oj^. ^ -g-#-2«^: 0.5M ^HB -g-^JlS £^ 

0.5M ^-Pr^ AS. ^a^ 5fl^-5PW jl^Sfl €^ 

(7.5mm >7.5cm)ofl lml 3 #£5- ^^l -§-#3*1 H?} 

t] 2|^-g- 41*)$ 0.5-0.0 M7}*1 ^£ ^o.^. o]=o]^l 0 .5M <&5L& M 

°1B 20m*-§r *HJ-«H lm«^ ^£5. -g-#*l£4. 

<82> Aj. 7 ] 4^ o. ^ ^6 ^ -g-M* ^Hel^(centricon lO.Amicon Co.)-§r 4-8- 
«H 250/^S %-^}3L, 0.1M f-^rrr AS 

12 a| j7^^-ofl^] ^^(Superose 12 gel filtration FPLC column, 10mm >80cmH 
f-JlfAl^cf. cM# ^^o] -g-#5|*l nfl^l ^^-i- ^l^tr ^ 3§*8°fl A} 
-§-€ 34 -g-oflo. S jgejofl fctfj^* -§-#Al7lJL, 4 -g-#*JHl cfltr «^ 

<83> #71 f-Sfl 0.5m«3 -g-#^ <g J1> pHl- 8.0°-S 3^tr AS ^a] 

%\ 3-ir. ff Jl^^^^l ^^(Mono Q FPLC column, 5.0mm >6.0cmH lntfS] ^SS 

#4^4. c-H# cfHtt^ol -§-§£|*l ^ n})?}*] ^.g- ^, 0.0-1.0 M7}*1 
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^ ^ o^J M 20** «« *« 

. s <£ tfefli^ #-^ y o Vl ^ (Bradford assay, 

<84> t&vAQ 280nm^ -r, S.^- _ -i o *v 

Bio-Rad)* °l-§-*>°M- 

<85> 51 2a~dofl ^ 2*1, * **4 & W 4***1 PLA 2 - M 

cPLA 2 ^ 4* H* * 60Kd M 

*4 *Wte cPLA 2 * OT. 40Kd **** *W 2d). 

W , £ «<*4 & W 4**4 71M cPLA 2 ^ 3 

*7l ^ *** ***** £ 1011 



<86> 



<87> 



<88> [5. 1] 




< 89 > a H *oi , * W <| Wo, 4*4 * «** * *>1 



273^%°-^, 23. 3% 
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A ^ 1.3****. -** e»»*- a* ft 34**4 ««* ** * ^ 
fe. 3.4"Ha£-^. 82*54 ^V- 

ofl 44 1*V« SOS-PAGE** 2*V« SDS-PAGE* ^4 **8*r*, = *** = 3 a* = 3130,1 

£ 3<fl 4»1 . WW SDS-PAGE £S 3« 

42KDa 5*1 3 «S SM^S WX^l* 3a), 2*>* SDS-PAGE *4 -Wl 

371* *4« 3.9-4.1 ^H* *m 3b). 2*V* SDS-PAGE* <r 

^SV^ •3-S- -8-71 'ti^* MALDI-TOF(Matrix Assisted Laser 
Desorp<io«/Iooi 2 ation-Ti« of Flight Mass Spectrometry)* W« **. 

< 22 > 444 * * *+™ *** ***** * * 

flo.nl, o] e«i^ol £ 2)^2] *3L« PLA 2 ^2 rPLA 2 4 UH*^. 
<)3> 3) «• rPLA 2 21 ta^m*! ^4 
<94» «. rPLA 2 °ll « ^^«T^ *4* Sm^SW- 

<95> 5**1 cPLA 2 (°l*r PS-cPLA 2 4 £ **** sPLA 2 (°l*r 

BP-sPLA 2 4 * *" , * W ^ 

^^^^^(immunoprecipitation)-i: ^t^V'm 1 ^- 
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<97> 



<98> A 



A m 50^# A-X|*S& CL-4B til-(protein A-sepharose CL-4B bead) 

B(20 mM PH 7.5, 1 mM EDTA, 2.0%(w/v) BSA) 113. 6* 

o,** *H «*• ***** 12 ** * 

, at 4* M<ls*3 *^ ps_cPLA2 afe ^ ?lk ^ ^ 

4"C^H <L*W«1 1300 *4 4^ 1 . 

*tt ****** *. H€ 20 * °- 5 M * 

444 10% IWWH « ^ **** *' * * 

ofl 3*1 qM«3.- Wybond™ ECL™ nitrocellulose membrane, 

Amersham Pharmacia UK Ltd.) AS €°1 (transfer)*!^- 

1:2000015ft*. 1* 4* «■ *■ W « » ^1 « 

^^(alkaline phosphatase) 7> ««« 1 = 2500 *S fl4*M a>** 
Sfttf. 4*1 *, tf^tf^lBU-Step™ NBT/BCIP, Pierce co.)» a>**M *** 

£ 40,1 ^ ^ *oi. ^aii 12 4« ^ * 

„ C PLA 2 ^1 4« 4*1* 4a), sPLA 2 11 W 

S. #-8-*r*l 4b). 



<100> 
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< 101 > 4*H €■ rPLA 2 ^ 71M PLA 2 *Hr n ^1 ™ 

$ PLA 2 °J* & *r 
<i02> 4) rPLA 2 ^ 3^*1 ^ ^ 

<103> * rPLA 2 ^ ^*fl, rPLA 2 ^ li <&* ^ 



<104> 



<105> 



5L^ ff- «3 SL3,+* ^ **** WmM M^CpH 7.5) *M<^S 3**1 

* PD-10 ^ €^(PD-10 desalting column)* ^ *. * 

2-[l- 14 C]AA-GPC^ ^oj^^-alaaineweaver-Burk) 
4« 5a), * rPLA 2 7> 2-[l-^C]AA-PC* 7l«S *M ***** ^ ^ 

^ 13.9mM, nelJl F OTax ^ 7.4 nmole/min/mg^l 3 <15L 4^4. 

* ^ rPLA 2 ^ 71 « **1*M ^ * ^ 

4^ ^ o^i^j ** °h *>a **«i 

1^ rPLA 2 fe 45uM 2-[l-l 4 C]AA-PC^ 0.18~0.21nmol/10m«fl <W 7 ^ 7 ^ 

* 0.9- ^ ^ a>****. °H mMAS cPLA 2 » *** W 

< 106 > £ art ^ *>1. * rPLA 2- cPLA ^ ^ V7> * ls 5/7-2 

£ rPLA 2 ^ 3# ol^ol nl*|fe <8«* *°J*M ^ * * 

^ S* *4 **<M 4** ** ^ 7 >* H 37 ° COlH 5 ** * 



<107> 
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^ 7l ^ a 2-[l-MC]AA-PC* *7>*M ^7>5L lot* oH «1M 

o S C PLA 2 » «* £ 5c °A M-^^rf. 

<ios> £ 5c*fl ^Wd: «>4 =«W. * rPLA 2 ^ cPLA 2 ^ WW^l 

<109> £ rPLA2 ^ ^ofl pH 7> Pl*|te *K1*M ^ * *«^* 

M tWQ P H5L *|**M. 71*3. 2-[l-l4C]AA-PC-8r ^}JL 10* 

2 ^1^4. °H «lMiL3. cPL A 2 l- W ^ 

£ 5d«fl 4^ * *^ rPLA 2 ^- cPLA 2 ^ p>«:7>X|^ ^ pH 

9.5-10 *S4H 7R> ^ *>8* M-^-M. 

*l ^ rPLA2 <q % ^ofl «^oa ^ ^)«n^«oi 

*}7l S-ii ^iLiM^ %>a -8"t OJ Hl DlT(dithiothreitol), cPLA 2 *| 

AAC0CF3(arachidonylfluoromethyl ketone), sPLA 2 * W <d "MHSlUepacr ine) 

* ^^(methyl mercury)^ *W *7>*M 37t^H 5**> 

7^3 2-[l-"C]AA-PC* ^7}*H ^7>5L 10**> 1^1^. °H 
cPLA 2 ^- sPLA 2 ^ M ^ *4» ^ 5e~h<^l *W 

<m> £ 5e~gofl * rPLA 2 fe cPLA 2 ^- 5L^f *^ 

* v^SU^, nfll^CS 5h)^ *MH CPLA 2 ^4 H * 
o.^ f oj^-^oflAiSL cPLA 2 ^ °<H"^ *S #3-* 
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<113> 



<114> 



* ***| rPLA 2 2l ajLi(cofactor)»J 27> ^ o^Cdivalent cation)* 

Cu* Sr». t*. * Mg«# 44 «MW *SS «7>*H S7T:«M Mtfl **4 

a 7iss 2-[i-"c]m-pc* s*km iMta °H "i**** 

cPLA 2 * sPLA 2 * -l«M *«* W 3 ^ rPU2t 

& ««1 r PLA 2 & ^ *£« PLA 2 * *f>*W*l 71* ** 
o 14 WS . P H ^ « «1* ** *** 

41 Wife cfi 4* «** ^-a^fe 51* * * 



<n6> i) s- raA 2 <a 

« tt*4 rPLA 2 °fl 4« 9*1* ****> 7 ' *«• at * a£ ° >m 
heM t«s) 3* «-« ** OJ !* a^(Centri-Prep, Amicon Co. )2-2. 5H ^£ 

**4<1 *, 0.BU * 25„s*1 tH*»l ***** ^CaUquot)*V^. W 
* CFA(con,plete Freond's adjuvant)* «HM , BALB/c "V*^ - 

3^ tH** 4« *. « 3 - ^ W 

M 42KDa ««« 4« »** **** 42KDa Ab4 *<«A* 



<117> 
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<H8> 2) ^4 rPLA 2 *J-*fll- ol-g.^ r PLA 2 4 444 ^ 

<ii9> M. rPLA2°fl tfltt *cMl 42KDa Ab# 4-§-*H ^<8U\2.3.^ , 

£ »£^4 rPLA 2 7l- ± 31tHM 444 -fl^-fr 3H145S4. 
<i20> 42KDa Ab 50/iC-I- A-^14^.^ CL-4B «l^(protein A-sepharose CL-4B bead) 

50//£4 o]nfl T^S-jLsL Ui^l4 &-gr 4^3-^4 

1^* 4-§-*H, ^1 43 £ ^r*34S!4. #4 £^-§- 4°C*)14 SBH}- ^-<£ 

^£•£-§-4^ ^, B(20 mM H4^, pH 7.5, 1 mM EDTA, 2.0%(w/v) BSA) lmHS. 6 

Si ^4$t4. 

<121> ojalTll §H -"MM*! ^*\£-SL+ 12 ^AiL^ ^ -g- 

:g 8 .2#g)4 4°C«fl4 ^4^34 i 0 -g- f£-^ 30£# ^£#-§-4^4. 

1300 >gS] ^£5. 4°C°)]4 1^4 €^£4*H -£# 0 -34 ^^l"^ ££4. 
<122> o-Ai 4 2KDa Ab4 1^4 r PLA 2 ^l *fl43. #-§-^ ^ 5^4 « ^-^^V^l 4^, «1 

H ^ #■§--§: 0.1% H€ 204 0.5 M <344Bf-§- ^-fr*Kr BS 64 4^4$!4. 

434 4h# io% t^}3l4^ £4 44<^ £44 W £r<34 

(silver staining)44 n ^4# £ 6a°fl 444&4- 
<123> £ 6 a4 44\+ 44 42KDa Ab4 <r43-2-^ 12 ^4 ^ -g-^^^r *V-§- 

44 ^-^Htt 42KDa H44 #4^ fc7> 3 4, 4-^4 3H34 4-§"44 

4 ^fi 44 *fflH4 ^£7> 43- ^4^4. 4£ 4^^14fe 3 3 3 3 4 

SL3. 444^ IgG *)144^r 44tt 4444 &&4. 444 £ ^ 

^)°iH]^ »lS4 -g- ^4 rPLA 2 4 *fl43- «V-g-^- ^ <£ ^ $icf. 
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£ «44 «4« "** *° Ji>71 * 7 ' * 8<W ^ * 

*4* «4 n «M e*4fe PLA 2 «** W M*l 

75 mM H^iCpH 7.5) *«M 45.0 * 2-[l-^]AA-0PC(110000cpm/4.5™ol) . 
2-M-GPC, 4* #*H*Cglycerol>. 5 - »a<MHCc.lci« chioride). 0.2 % BSA 

*m -is* < w 4 * PLA2 *^°' 3711 

a*. 4 *m^ PLA * * A<H 7121 *** 



<126> 



<127> 



-MSI rPLA 2 fe PLA 2 *3* *I\«H=- * * 

* S *4<M ^* W*l *«« **** ** Al " ^ **** **** 

■as*. 

< 128 > H1 H ««4 W. <M« * 3)^ *«« «««« 

o H i*> Mfe 1--5000OS. * **4 42KDa Ab» *V**M , ^ **» =■ 

< 129 > PLA2 ^ " ^ ^ 
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<130> 



<131> 



<132> 
<133> 
<134> 



<135> 



<136> 



<137> 



5L 6co\) v+EfVi 3*1. 15*** 42KDa^l «S7> 3# 

ol^ 17*1 7>* PLA 2 Mo] £ 6d^ ^ *1 

*,*H^ sJoH, ZL 44 4^ **«|4H£ 42KDa^ PLA 2 

£ 42KDa4 Jam* ± PLA 2 ^ 3* °- V ^ 

3) * rPLA 2 «*• rPLA 2 *<fl * EPO^ **** «K1 

^ ^ r PLA 2 **» rPLA 2 4 <^ 

EKtfl €■ M4 rPLA 2 -fr^fe*!*- *WS*i*. 

sfl^-SPW €3*-JL rPLA 2> 5L2n # rPLA 2 , MDCK Aj|i# § 

Bl^o^(s. 7^ 1, 2, 3*1 4«!>. MFL X1I3L4I EP0» 0U,0.2U, 0.5U4 W 

« ^]*H ^eWSSW* 7^1 4, 5, 6*1 efloj). n *H L929, L937 *fl5L « 

8, 9, 10, 11, 12, 13*1 ^91). 

A MEM lmC * 2-3 *L0<3 7fl4 Afl £ 7> 37'C 

4 AUS.^- 2^** 0.12M Ao1 l 
WW 40W #3, 40% M AH«(duty cycled 20±tf 44 « *. 100000 

^ ^5L5L 4 r«lH 1*1 *W 50^3 ft*** 3*fl a42KDaS. *! 



42-28 



<&A- 2003/6/25 

1020020036249 

< 138 > £ 741 *«1 • HKW *W* 0 ' 42KDa **** *~ 

igt).« *H# v+eWW «tft4. 

< 139 > 444 . & r>W *«* m ***** * * 

<» 4 ) « *44 W «1*«M rPLA 2 7> W *«« 1** *» 

< U1 > rP u 2 7V W -1*1* *** *° JS > 7 ' * ^ *"* **** 

rFLM *« *5***1*>M (pseudoperoxidase) 

MFL -*PS.» afl^S^- 
<U3> CD-I -W* *• 12~13 <M *»* * 

„4„<1 a* ^ *** *»«*• 18. 21, 13 *M*14 4*4 *4 

„<W*. a-MEM »4 ^ **« *■ -* 1 * 1057W 

* DABCdi^inobensidine) ^ "H W> °' 8% 

^««#aii(methylceUulose), 20% FBSCfetal bovine serum), 10"% -H^SIS*, 
iOOU/mt *M-43 ^penicillin), 10W,»e AS^H-JCstreptorcycinH 
«*S|Sa^. 0.2UM «M *** EP0(*°1 <W>1SO,000 U/*)S. 
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<144> DAB fl*A. DAB 1"** 10 >§5mm 3*3=21 ^Kpetri dishH 

95% *7l* 5% C0 2 4 ^ *HK *** ^ <BW«*. SE 

te 7«ol DAB 2} WWit *5LWltH>M» ^ ^ 4 

« 51 8°fl M-eNSH**. 

£ 8 ofl v^V* 44 «fl°<f 3« *<£ 8b, H 8c) *S m ^ 

» o 1M DAB^l 3*fl *^ * 

EfS^flH * * 5ft^- ^ «^ 7« 8d. £ 8e)4|fc *SM*<>1 ^ 

44314. 

EPOIr *7>*M ^ * + 8b, £ 8d)4, EPO# *7>* 8c, S. 8e)^ 

HOTflM sa<H W *H« EP0 * #SL 

47} SL4 #o] /j^fe <£ ^ $14(51 8c). 

^71 **7> £ tf*4 r PLA 2 4 tfH <^4 ^*> 71 * 71 

4 2*1 ^ MFL ***** <3£ rPLA 2 JEfc cPLA 2 o11 HI* 

« ol-g-^H 2^ 2)4 y <^3. ^<^d^ =>■ *** 

£ 9a4 £ 9b«fl 44 44^4. oH, 51 8a4 >|3L£W ^ 
£ 8bfe 2*1 eflo], 51 8c^ 3* efl*J, E 8dfe 4* efl«J, £ 8efe 5* 3*. <& 

q cfl2^8r 6# eflojofl ^4 4 3^ tiim^tf. 

£ 9a*fl 44* 44 tfol, * ^ rPLA 2 fe «fl<S * 39i44 £€447h «fl<# 
7<H iMHfe &5*4. ole^V **R=: £ 8ofl 44* ^4 ^MM* tftf 

4 °i4*Hr ^O-S.. ■& rPLA 



<147> 



<148> 
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2 7> «44«4 *L ***** ^ * * ° JCV - 

^SHAH*. cPLA 2 fe MFL W *Wt *** D '*'*' * ^ 



<153> 



< I5 o> [-Ml 3] * rPLA 2 m A* « 1« 7l * *° J 

<151> 1) ■& «"S«i rPLA 2 *I<M EA4 42 

& «^ rPLA 2 ^ Am* ****** 

^ VsHs o H1 S* ^ 80,.e# *«« *H«.>*«o. 6.2taol^ * 

2) ft rPLA 2 rPLA 2 ^ 

* EA47V rPLA 2 » W * W 7 1 3 

cPLA 2 TPMr ^S*>^. 

rPLA 2 ^ cPLA 2 » *, DMSOCdimethyl sulfoxide)*! * ^ 

44* **«M 37^H 10** *****1«*. 71M 2-[l-C]AA-PC# *7>*M 
30** *. ** *U ***** ^ *** * 103011 ^ 



<154> 
<155> 



<156> 
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5L 10a<Hl tW* »W ^1. * EA4 - rPLA2 ^ CPLA ^ *** ^ 

<L3. TPl^r cPLA 2 ^ %^ 

< 158 > * EA47> rPLA 2 * *U** ^ ^ €*(Dixon plot) 

£ £ l0b°fl ^-^£4. 

< 159 > S lOboJ vWM «>0 *ol, l30p»H^, ***** rPLA 2 ^ * 

«««* sao-. 

< 16 o> 3) « W rPLA 2 4«M EA4» rPLA 2 0 -WW** 

el61 > £ « 4 „ EA4» o,*«M WM rPLA 2 7> .>*W«1 <M« * 

•JMSSlO. 

< 162 > 10 1)4 **** ^ ^» * B,SV2 ' 

L929 4SS *4 * 4«* MM* a-)* « " WS 3 * 

*M«M WW* DMS0O « 50 " M!S) * ES 44 ^ 

*H 20** *• 2.M0 A23187* «« «H 

* *l«MO A23187 cfl-a, Zt4 2^0 DMS0# «7V*V34. 

<,«> W (£ iia)0 * W^.iuo-Mte **H 10 D°W 

A23187°fl 0* *1* B*H ^ ** TP1 * A2318? 
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m L929 ***** ^ *HW A23187^1 *|« 

tKE lie), olfe L929 41*41 * ^ «^ **** 

< 166 > 4^, * *<g4 r PLA 2 ^ ***** A2318Z4I 4« oV**l«M *** *** 

■i- # 4 s sa^. 

< 167 > * |^ rPLA 2 ^ i » oV^^AS. £*fl 

*H **** ^ **** ^ 

< 168 > a. ^tgo) r pLA 2 c Hl ^ — - rl ^ LA 2^ r« -i ^ ' -i 

^oi^oa. «*« * fl^. * EA4 - rPLA ^ *** w * 
514. 

£ rPLA 2 ^ n*fl t«* *<M1 * *^ 7 > ^ 

«*4 ^ * rPL A^ 4 W + 



<169> 
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W ***** ***** A ^" H ' 

SDS-PAGE^l ^4 *W1 42KDaoH, *7l« **** **** 3.9-4.1 

o H , pH 9.5-HHH *4* ^1 «4£(,pecific activity)^ 5.6 

■olW-ril* **** ^ ^1-1 * (rPLA2) 

l^n 1 * 2] 

*fl nH DTT(dithiothreitol), ^^^(mepacr ine) , ^m^Cmethyl 

mercury), W*(«ercuric chloride) * TPl(SH3.5r-Di-ferf 

-butyl^-hydroxyphenyO-S-chloro-l^-naphthalene dioneH **** - *U 
3*1 8JO.V+, cPLA 2 AACXF3(arachidonylfluoromethyl ketone) 41 ^ 

M o] *KR*U. Zn2 +) Fe* Cu» Sr2+, ^, « Mg*+ * 27> o,* 

(divalent cation)*! MM* rPLA 2 



3] 

* 

s.^ o.s. rPLA 2 



cPLA 2 ^l tfl* M 2Et sPLA 2 ^l «l* *^ *** 



4 1W SMI. *7l *>* ^ **** ^ rPLA 2 
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<MJ JL<^*fl M. DEAE-5PW JL<^*fl «. AW>H* S-300 4 . 2*} 4 

43* fcxms ;«*H 3** rPL ^ 
61 

*fl 5*3 y <HHl rPLA 2 « iLa^l(adiuvant)4 "H"^ 

oil *. ">*^ Sfe rPLA 2<fl ^ 

7] 

4 6*41 fl°H. cPLA 2 SL^r sPLA 2 ^ <LV**M **** rPLA 2^ 

8] 

4 3*3 ^1 3*fl rPLA 2 1r ^3 SiM* ">*^ ^ A >^ V 

^ oj«" *Kr, rPLA 2 *ll 4* **>13 W 

[3^* 91 

4 1* vfl^l * 4* # «\± tt *3 ^1 « « 3£fe ^ 
3. S}^ rPLA 2 *1*M 
101 

*1 9*41 fl<>H. rPLA 2 3 W $n -fr^fe 4* * *is 
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[H 1] 



20 
^ 15 



4 10 
« 5 



□ Vehicle 
^ A23187 (human) 
■ A23187 (bovine) 




10 30 
Time (min) 



[IE 2] 



a 



! 



4.0 



3.0 



2.0 



1.0 - 



0.0 



rPUV 2 
ft/ 



> 



-#f ■ i^=J 0.0 



10 20 30 
Fraction No. 



40 



rPD\ 2 




cPLA- 




cPLA 2 

(60kDa) rPU ^ 
X* (40kDa) 

/ 1^ 




Fraction No. 



5 10 15 20 25 30 35 40 
Fraction No. 
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[51 3] 



a 



3.5 



200 



5 3.0 

2.0 
1.5 
1.0 
0.5 
0.0 



97.4- 
66- 
45 - 

31- 
21- 



25 



Pi 



24i! . 

y'U f 



1.0 
o 



0.02 



0.01 



kDa 



3 4 5 6 1 8 9 10 



0 5 10 15 20 25 30 



0.0 Jq.o 





5 o 



<-100kDa 



14kDa-^«. 
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[£ 5] 



a 




0.1 



b 



2-AA-PC 
2-AA-PE 
2-PA-PC 
2-LA-PC 




rPLA a 



cPLA, 




7 6 5 4 3 2 1 
EGTA -log(Ca 5 *]<M> 




4.5 5.5 6.5 7.5 
PH 



8.5 9.5 10.5 



e f 




DTT <^> AACOCF s (|*1) 




25 50 75 
Mepacrine(pM) 




5 10 15 
CH s HgCl 



42-39 



1020020036249 



Qx}-- 2003/6/25 



IS. 6] 

a 

Pre-i- serum Arti-seium 

(WDa) M 10 30 10~30 (min) 




-4-keavy chain o fig G 

^-42kDa 

4-Ught chain oflgG 



•| Human- H^gi^-5PWfr. 
CO 14 15 15 17 18 19 



42 kDa- 



Pre-i- serum 
Anti- serum 




■ 



10 30 
Time (min) 



I 

i 

a 



40 



3.0 



2.0 



1.0 



0.0 



1 



I 



"If 



ill 



i 



L 



1 



14 15 16 17 18 19 
Human-PhenytSPW fr. 



[£ 7] 



1 2 3 4 5 6 7 8 9 10 1112 13 
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[5. 9] 



a 



rPLA 2 



1 2 3 4 5 6 



HI- 
1 



-cPLA 2 



IS. 10] 



a 



-o- TP1 , tPLAj 
—•—EA4.tPl.A2 
..o-TPl.cPLAj 
EM.cPLAj 

—5 } 




0 20 40 60 80 100 
Quinone Derivatives {\M) 



9^M2-[1- 1 <C]AA-PC 
-<W2/M 2-[1- 1 C]AM>C 




-200 



-1 00 



KM3Q 



0 1 00 200 

EA4 ipM) 
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[5- 111 




Time (min) Time f min ) 




0 T- ' ' ' 

0 10 20 30 40 50 60 
Time (min) 
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